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SDS-PAGE and western blots
Protein samples were analysed by electrophoresis on polyacrylamide gels in Tris-glycine buffer followed by transfer to nitrocellulose membrane. Western blots were developed using an enhanced chemiluminescence kit (Pierce).
Immunofluorescence
Cells were grown on coverslips and fixed with 4% paraformaldehyde in PBS for 20 minutes followed by permeabilisation with 0.5% triton-X100 for 10 minutes. The fixed cells were blocked by incubation for 20 mins in PBS containing 10% newborn calf serum, and primary antibody added for 30 mins in the same solution. Following extensive washing in PBS, the appropriate Alexa fluor conjugated secondary antibody (Invitrogen) was added in block solution and incubated for a further 20 mins. The coverslips were then washed extensively in PBS and mounted in Vectashield containing DAPI (Vector Labs). Images were acquired using a Zeiss LSM510 Meta confocal microscope, and processed using Adobe Photoshop software. Transferrin uptake was measured by incubating cells in serum free medium containing 200 ng/ml 
